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Western blot analysis. After treatment, the cells were lysed and total proteins from whole-cell lysate and cellular membrane proteins were isolated as previously described (22, 43 ). An equal amount of proteins was loaded onto 6% bis-acrylamide gels and separated by electrophoresis. Separated proteins underwent immunoblotting 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59 incubated with IL-1 (1 to 10 ng/ml) for 24 h and ABCA1 protein was detected by western blot analysis. As shown in Fig. 1A and 1B, ABCA1 protein expression was reduced by treatment with IL-1 (1 to 10 ng/ml) in both THP-1 and A549 cells. In addition, RT-PCR analysis revealed that the mRNA level of ABCA1 decreased after doses of IL-1 (1 to 10 ng/ml) for 6 h in both cell types ( Fig. 1C and 1D ). The Figure 3C and 3D show that ABCA1 and ABCG1
were both upregulated by the LXR ligand T0901317, whereas real-time PCR revealed that IL-1 (10 ng/ml) decreased the level of ABCA1 mRNA ( Fig 3C) but not that of ABCG1 ( Fig 3D) in a time-dependent manner.
A DR4 element (LXRE) is located at the noncoding strand between -70 and -55 bp of the ABCA1 promoter. This DR4 site is the sterol-responsive element and is regulated by LXR and RXR heterodimers. We transfected A549 cells with the construct pABCA1-DR4M-luc whose DR4 site was mutant. As shown in Fig 3E, IL-1 still decreased the DR4 mutant promoter activities, with the effect of T0901317 on ABCA1 promoter activity completely eliminated. All of these data suggest that IL-1 downregulates the expression of ABCA1 in an LXR-independent manner.
NF-B was involved in the downregulation of ABCA1 induced by IL-1 . NF-B
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The decrease in LXR /RXR is associated with a decrease in the expression of
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